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Title  9 — Animals  and  Animal  Products 

CHAPTER  IV— AGRICULTURAL  RESEARCH 
SERVICE,  DEPARTMENT  OF  AGRICUL¬ 
TURE 

SUBCHAPTER  A— POULTRY  IMPROVEMENT 

NATIONAL  POULTRY  AND  TURKEY  IM¬ 
PROVEMENT  PLANS  AND  AUXILIARY 
PROVISIONS 

Miscellaneous  Amendments 

On  January  8,  1973,  there  was  pub¬ 
lished  in  the  Federal  Register  (38  FR 
1104)  a  notice  of  proposed  amendments 
of  the  National  Poultry  and  Turkey  Im¬ 
provement  Plans  and  Auxiliary  Provi¬ 
sions.  These  proposed  amendments  were 
recommended  by  the  1972  National  Plan 
Conference  of  representatives  of  the 
State  agencies  cooperating  in  the  admin¬ 
istration  of  the  Plan.  Certain  changes  in 
the  blood  testing  procedures  and  tech¬ 
niques  used  to  qualify  poultry  breeding 
flocks  as  U.S.  Pullorum-Typhoid  Clean, 
U.S.  M.  Gallisepticum  Clean,  and  U.S. 
Typhimurium  Controlled  were  proposed. 
Accordingly,  S  447.5  the  microaggluti¬ 
nation  test  for  pullorum-typhoid  and 
typhimurium,  was  expanded  to  include 
newer  techniques  which  were  recently 
developed  to  improve  this  testing  proce¬ 
dure;  other  clarifying  changes  were  also 
made.  Therefore,  after  due  considera¬ 
tion  of  all  relevant  material  in  connec¬ 
tion  with  such  notice,  pursuant  to  section 
101(b)  of  the  Department  of  Agriculture 
Organic  Act  of  1944  as  amended  (7  U.S.C. 
429),  title  9,  chapter  IV,  subchapter  A, 
Code  of  Federal  Regulations  is  hereby 
amended  as  follows: 

Parts  445,  446,  and  447  are  amended 
In  the  following  respects: 

PART  445 — NATIONAL  POULTRY 
IMPROVEMENT  PLAN 

L  Section  445.1  is  amended  by  revising 
paragraph  (d)  to  read  as  follows: 

§  445.1  Definitions. 

•  *  *  •  * 

(d)  Service. — The  Agricultural  Re¬ 
search  Service  of  the  Department. 

•  •  •  •  * 

2.  Section  445.4  is  amended  by  revising 
paragraph  (d)  to  read  as  follows: 

§  445.4  General  provisions  for  all  par- 
ticipants. 

•  *  *  *  * 

(d)  Participants  may  not  buy,  sell,  or 
receive  for  any  purpose  products  from 
nonparticipants,  except  turkey  breeding 
stock,  hatching  eggs,  and  poults  produced 
in  a  State  qualified  for  phase  1  or  2  of 
the  pullorum-typhoid  eradication  pro¬ 
gram  described  in  the  November  6,  1972 
Memorandum  Number  565.1  of  the  Vet¬ 
erinary  Services  of  the  Animal  and  Plant 
Health  Inspection  Service  of  the  Depart¬ 
ment:  Provided,  That  with  the  permis¬ 
sion  of  the  Official  State  Agency  and  ap¬ 
proval  of  the  Service,  other  products  may 


be  bought  or  received  for  use  in  breeding 
flocks  or  for  experimental  purposes. 

*  •  •  *  * 

3.  Section  445.5  is  amended  by  revising 
paragraph  (c)  to  read  as  follows: 

§  445.5  Specific  provisions  for  partici¬ 
pating  flocks. 

*  *  *  *  * 

(c)  A  flock  shall  be  deemed  to  be  a 
participating  flock  at  any  time  only  if  it 
has  qualified  for  the  U.S.  Pullorum- 
Typhoid  Clean  classification,  as  pre¬ 
scribed  in  sub  part  B,  C,  D,  or  E  of  this 
part. 


(d)  U.S.  Typhimurium  Controlled.— 
(See  §  445.23(d)  and  §  445.43(d).) 


Figure  5 


5.  Section  445.11  is  amended  by  revis¬ 
ing  paragraph  (a)  and  adding  a  new 
paragraph  (c)  to  read  as  follows: 

§  445.11  Supervision. 

(a)  The  official  State  agency  may  des¬ 
ignate  qualified  persons  as  authorized 
agents  to  do  the  sample  collecting  and 
blood  testing  provided  for  in  §8  445.5  and 
445.14,  and  the  selecting  required  for  the 
U.S.  approved  classification  provided  for 
in  §  445.10(a). 

•  *  *  *  * 

(c)  Authorities  issued  under  the  pro¬ 
visions  of  this  section  shall  be  subject 
to  cancellation  by  the  official  State 
agency  on  the  grounds  of  incompetence 
or  failure  to  comply  with  the  provisions 
of  the  Plan  or  regulations  of  the  official 
State  agency.  Such  actions  shall  not  be 
taken  until  a  thorough  investigation  has 
been  made  by  the  official  State  agency 
and  the  authorized  person  has  been  given 
notice  of  the  proposed  action  and  the 
basis  therefor  and  an  opportunity  to 
present  his  views. 

6.  Section  445.14  is  amended  by  re¬ 
vising  subparagraph  (1)  of  paragraph 
(a)  and  the  introductory  statement  and 
subdivision  (li)  of  subparagraph  (2)  of 
paragraph  (a)  to  read  as  follows: 

§  445.14  Blood  testing. 

(a)  For  Salmonella. — (1)  The  official 
blood  tests  for  pullorum-typhoid  shall  be 
the  standard  tube  agglutination  test,  the 
microagglutination  test,  or  the  rapid 
serum  test  for  all  classes  of  poultry  or 
the  stained  antigen,  rapid  whole-blood 
test  for  all  classes  of  poultry  except 
turkeys.  The  recommended  procedures 
for  conducting  such  tests  are  described 
in  88  447.1,  447.2,  447.3,  and  447.5  of  this 
chapter.  Each  lot  of  antigen  used  for  the 
whole-blood  test  shall  be  approved  by 
the  Department  and  shall  be  of  the  poly¬ 
valent  type. 

(2)  The  official  blood  tests  for  typhi¬ 
murium  shall  be  the  standard  tube 
agglutination  test  or  the  microaggluti¬ 
nation  test  as  described  in  88  447.4  and 
447.5  of  this  chapter:  Provided,  That,  if 
the  following  conditions  are  fulfilled,  the 
tests  for  pullorumtyphoid  and  typhi¬ 
murium  may  be  combined: 

*  •  •  *  * 

(ii)  A  single  combination  antigen 
composed  of  equal  quantities  of  pullorum 
antigen  and  typhimurium  antigen  is 
used  at  a  dilution  not  exceeding  1:  25 


4.  Section  445.10  is  amended  to  read 
as  follows: 

§  445.10  Terminology  and  classifica¬ 
tion  ;  flocks  and  products. 

Participating  flocks,  and  the  products 
produced  from  them,  which  have  met  the 
respective  requirements  specified  in  sub¬ 
part  B,  C,  D,  or  E  of  this  part  may  be 
designated  by  the  following  terms  or 
illustrative  designs: 

(a)  UJS.  approved. — (See  8  445.23(a), 
8  445.53(a).) 


U.S. 

APPROVED 

1  1 

4 
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»  Figure  2 

(b)  U.S.  Pullorum-Typhoid  Clean. — 
(See  8  445.23(b),  8  445.33(b),  8  445.43(b), 
and  8  445.53(b).) 


Figure  3 

(c)  U.S.  M.  Gallisepticum  Clean. — 
(See  8  445.23(c),  8  445.33(c),  8  445.43(c), 
and  8  445.53(0.) 


Figure  4 
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as  a  screening  test  in  accordance  with 
procedures  described  in  §  447.1  or  §  447.5 
of  this  chapter. 

•  *  •  *  • 

§  445.21  [Amended] 

7.  Section  445.21  is  amended  by  de¬ 
leting  paragraphs  (d)  and  (e). 

8.  Section  445.22  is  amended  by  add¬ 
ing  a  new  paragraph  (d)  to  read  as 
follows: 

§  445.22  Participation. 

*  •  *  *  * 

(d)  Hatching  eggs  produced  by  pri¬ 
mary  breeding  flocks  shall  be  fumigated 
according  to  the  procedures  described 
in  §  447.25(a)  of  this  chapter. 

§  445.23  [Amended] 

9.  Section  445.23  is  amended  by  delet¬ 
ing  paragraphs  (a),  (b),  and  (c)  and 
redesignating  paragraphs  (d),  (e),  and 
(f)  as  (a),  (b),  and  (c),  respectively. 

10.  Section  445.23  is  further  amended 
by  revising  the  introductory  portion  of 
the  redesignated  paragraph  (b)  to  read 
as  follows : 

(b)  U.S.  Pullorum-Typhoid  Clean. — A 
flock  in  which  freedom  from  pullorum 
and  typhoid  has  been  demonstrated  to 
the  official  State  agency  under  the  cri¬ 
teria  in  one  of  the  following  subpara¬ 
graphs  (1)  through  (5)  of  this  para¬ 
graph:  Provided,  That  a  flock  qualifying 
by  means  of  a  blood  test  shall  be  tested 
within  the  past  12  months,  except  that 
the  retesting  of  a  participating  flock 
which  is  retained  for  more  than  12 
months  shall  be  at  the  discretion  of  the 
official  State  agency  with  the  concur¬ 
rence  of  the  Service.  (See  §  445.14  re¬ 
lating  to  the  official  blood  test  where 
applicable.) 

11.  Section  445.23  is  further  amended 
by  deleting  the  phrase  “within  the  past 
12  months’’  from  subparagraph  (1),  sub¬ 
division  (iii)  of  subparagraph  (2),  and 
subparagraph  (5)  of  the  redesignated 
paragraph  (b). 

12.  Section  445.23  is  further  amended 
by  revising  subdivisions  (i)  and  the  in¬ 
troductory  portion  of  subdivision  (ii)  of 
subparagraph  (1)  of  the  redesignated 
paragraph  (c)  to  read  as  follows: 

(i)  It  is  a  flock  in  which  all  birds, 
or  a  sample  of  at  least  500  birds,  in  the 
flock  have  been  tested  for  M.  gallisepti- 
cum  as  provided  in  §  445.14(b)  when 
more  than  4  months  of  age:  Provided, 
that  to  retain  this  classification,  all 
birds  or  a  sample  of  at  least  500  birds 
shall  be  tested  at  intervals  of  not  more 
than  90  days;  or 

(ii)  It  is  a  multiplier  breeding  flock 
which  originated  as  U.S.  M.  Gallisepti- 
cum  Clean  chicks  from  primary  breeding 
flocks  and  all  birds,  or  a  sample  of  at 
least  500  birds,  in  the  flock  have  been 
tested  for  M.  gallisepticum  as  provided 
in  §  445.14(b)  when  more  than  4  months 
of  age:  Proxnded,  That  to  retain  this 
classification,  the  flock  shall  be  subjected 
to  one  of  the  following  procedures: 

13.  Section  445.23  is  further  amended 
by  adding  a  new  paragraph  (d)  to  read 
as  follows: 


(d)  U.S.  Typhimurium  Controlled. — 
(1)  A  flock  in  which  freedom  from  S. 
typhimurium  has  been  demonstrated 
under  the  criteria  specified  in  paragraph 
(d)  (1)  (i)  or  (ii)  of  this  section. 

(1)  All  birds  have  been  tested  within 
the  past  12  months  for  S.  typhimurium 
as  provided  in  §  445.14(a)  and  no  reac¬ 
tors  were  found  on  the  first  test,  or 

(ii)  A  sample  of  at  least  500  birds  in 
the  flock  has  been  tested  within  the  past 
12  months  for  S.  typhimurium  as  pro¬ 
vided  in  §  445.14(a)  and  environmental 
samples  or  cloacal  swabs  collected  by  a 
State  inspector  or  authorized  agent  as 
described  in  §  447.12  of  this  chapter  have 
been  examined  for  S.  typhimurium  by  an 
authorized  laboratory,  and  no  evidence 
of  the  disease  was  found. 

(2)  In  order  to  sell  hatching  eggs  or 
chicks  of  this  classification,  all  hatching 
eggs  and  chicks  handled  shall  meet  the 
requirements  for  this  classification. 

14.  Section  445.32  is  amended  by  add¬ 
ing  a  new  paragraph  (c)  to  read  as 
follows : 

§  445.32  Participation. 

*  *  *  *  * 

(c)  Hatching  eggs  produced  by  pri¬ 
mary  breeding  flocks  shall  be  fumigated 
according  to  the  procedures  described  in 
§  447.25(a)  of  this  chapter. 

§  445.33  [Amended] 

15.  Section  445.33  is  amended  by  delet¬ 
ing  paragraphs  (a)  and  (b),  and  re¬ 
designating  paragraphs  (c),  (d),  and  (e) 
as  (a),  (b),  and  (c),  respectively. 

16.  Section  445.33  is  further  amended 
by  revising  the  introductory  portion  of 
the  redesignated  paragraph  (b)  to  read 
as  follows: 

(b)  U.S.  Pullorum-Typhoid  Clean. — A 
flock  in  which  freedom  from  pullorum 
and  typhoid  has  been  demonstrated  to 
the  official  State  agency  under  the 
criteria  in  one  of  paragraphs  (b)  (1) 
through  (5)  of  this  section:  Provided, 
That  a  flock  qualifying  by  means  of  a 
blood  test  shall  be  tested  within  the  past 
12  months,  except  that  the  retesting  of  a 
participating  flock  which  is  retained  for 
more  than  12  months  shall  be  at  the 
discretion  of  the  official  State  agency 
with  the  concurrence  of  the  Service.  (See 
§  445.14  relating  to  the  official  blood  test 
where  applicable.) 

17.  Section  445.33  is  further  amended 
by  deleting  the  phrase  “within  the  past 
12  months”  from  subparagraph  (1),  sub¬ 
division  (iii)  of  subparagraph  (2),  and 
subparagraph  (5)  of  the  redesignated 
paragraph  (b). 

18.  Section  445.33  is  further  amended 
by  revising  subdivision  (i)  and  the  intro¬ 
ductory  portion  of  subdivision  (ii)  of  sub- 
paragraph  (1)  of  the  redesignated  para¬ 
graph  (c)  to  read  as  follows: 

(i)  All  birds  have  been  tested  for  M. 
gallisepticum  as  provided  in  §  445.14(b) 
when  more  than  4  months  of  age:  Pro¬ 
vided,  That  to  retain  this  classification, 
a  random  sample  of  at  least  5  percent  of 
the  flock  shall  be  tested  at  intervals  of 
not  more  than  90  days;  or 

(ii)  It  is  a  multiplier  breeding  flock 


which  originated  as  U.S.  M.  Galli¬ 
septicum  Clean  chicks  from  primary 
breeding  flocks  and  a  sample  of  at  least 
5  percent  of  the  birds  in  the  flock  has 
been  tested  for  M.  gallisepticum  as  pro¬ 
vided  in  §  445.14(b)  when  more  than  4 
months  of  age:  Provided,  That  to  retain 
this  classification,  the  flock  shall  be  sub¬ 
jected  to  one  of  the  following  procedures: 

§  445.42  [Amended] 

19.  Section  445.42  is  amended  by  delet¬ 
ing  paragraph  (a)  and  redesignating  the 
introductory  paragraph  as  paragraph 
(a). 

§  445.43  [Amended] 

20.  Section  445.43  is  amended  by  delet¬ 
ing  the  present  provisions  contained  in 
paragraph  (a)  and  marking  paragraph 
(a)  as  “[Reserved],”  and  by  revising  the 
introductory  portion  of  paragraph  (b)  to 
read  as  follows: 

(a)  [Reserved] 

(b)  U.S.  Pullorum-Typhoid  Clean. — 
A  flock  in  which  freedom  from  pullorum 
and  typhoid  has  been  demonstrated  to 
the  official  State  agency  under  the  cri¬ 
teria  in  one  of  the  following  subpara¬ 
graphs  (1)  through  (5)  of  this  para¬ 
graph:  Provided,  That  a  flock  qualifying 
by  means  of  a  blood  test  shall  be  tested 
within  the  past  12  months,  except  that 
the  retesting  of  a  participating  flock 
which  is  retained  for  more  than  12 
months  shall  be  at  the  discretion  of  the 
official  State  agency  with  the  concur¬ 
rence  of  the  Service.  (See  §  445.14  relat¬ 
ing  to  the  official  blood  test  where 
applicable.) 

21.  Section  445.43  is  further  amended 
by  deleting  the  phrase  “within  the  past 
12  months”  from  subparagraph  (1), 
subdivision  (iii)  of  subparagraph  (2), 
and  subparagraph  (5)  of  the  redesig¬ 
nated  paragraph  (b). 

22.  Section  445.43  is  further  amended 
by  revising  subdivision  (i)  of  subpara¬ 
graph  (1)  of  paragraph  (d)  to  read  as 
follows : 

(i)(a)  All  birds  have  been  tested 
within  the  past  12  months  for  S.  typhi¬ 
murium  as  provided  in  §  445.14(a)  and 
no  reactors  were  found  on  the  first  test: 
Provided,  That  the  retesting  of  partici¬ 
pating  flocks  which  are  moved  from  one 
premises  to  another  or  kept  beyond  12 
months  after  testing  shall  be  at  the  dis¬ 
cretion  of  the  official  State  agency  with 
the  concurrence  of  the  Service,  or 

(b)  A  sample  of  at  least  500  birds  in 
the  flock  has  been  tested  within  the  past 
12  months  for  S.  typhimurium  as  pro¬ 
vided  in  §  445.14(a)  and  environmental 
samples  or  cloacal  swabs  collected  by  a 
State  inspector  or  authorized  agent  as 
described  in  §  447.12  of  this  chapter  have 
been  examined  for  S.  typhimurium  by 
an  authorized  laboratory  and  no  evi¬ 
dence  of  the  disease  was  found:  Pro¬ 
vided,  That  the  retesting  of  participat¬ 
ing  flocks  which  are  moved  from  one 
premises  to  another  or  kept  beyond  12 
months  after  testing  shall  be  at  the  dis¬ 
cretion  of  the  official  State  agency  with 
the  concurrence  of  the  Service. 
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23.  Section  445.43  is  further  amended 
by  revising  the  second  sentence  of  sub¬ 
division  <ii)  of  subparagraph  (1)  of 
paragraph  (d)  to  read  as  follows: 

All  eggs  used  for  hatching  shall  be 
visibly  clean  and  fumigated  as  described 
in  §  447.25(a)  of  this  chapter  as  soon  as 
possible  after  collection:  Provided,  That 
alternative  sanitizing  procedures  may  be 
used  with  the  approval  of  the  official 
State  agency  in  each  specific  instance 
and  general  concurrence  by  the  Service 
in  the  policy  adopted  by  the  official  State 
agency. 

24.  Section  445.53  is  amended  by  revis¬ 
ing  subparagraphs  (1)  and  (2)  of  para¬ 
graph  (c)  to  read  as  follows: 

§  445.53  Terminology  and  Classifica¬ 
tion. 

•  •  *  *  • 

(c)  U.S.  M.  Gallisepticum  Clean. — (1) 
A  flock  maintained  in  compliance  with 
the  provisions  of  §  447.26  of  this  chapter 
and  in  which  no  reactors  were  found 
when  all  birds,  or  a  sample  of  at  least 
500  birds,  in  the  flock  were  tested  when 
more  than  4  months  of  age  in  accord¬ 
ance  with  the  procedures  described  in 
5  445.14(b) :  Provided,  That  to  retain* 
this  classification,  all  birds,  or  a  sample 
of  at  least  500  birds,  In  the  flock  shall 
be  tested  at  intervals  of  not  more  than 
90  days. 

(2)  A  participant  handling  U.S.  M. 
Gallisepticum  Clean  products  shall  keep 
these  products  separate  from  other  prod¬ 
ucts  in  a  manner  found  satisfactory  by 
the  official  State  agency  in  each  specific 
instance  and  with  general  concurrence 
by  the  Service  in  the  policy  adopted  by 
the  official  State  agency. 

•  *  •  •  * 


PART  446 — [RESERVED] 

25.  The  title  of  part  446  is  amended  by 
changing  from  “National  Turkey  Im¬ 
provement  Plan  (Turkeys  and  Certain 
Other  Poultry)”  to  "Reserved.” 


PART  447— AUXILIARY  PROVISIONS  ON 

NATIONAL  POULTRY  IMPROVEMENT 

PLAN 

26.  Part  447,  subpart  A,  table  of  con¬ 
tents  is  amended  by  adding  a  reference 
to  a  new  §  447.5  to  read  as  follows: 

447.5  The  microagglutination  test  for  pul- 
lorum-typhoid  and  typhimurium. 

27.  Part  447,  subpart  A  is  amended  by 
adding  a  new  §  447.5  to  read  as  follows: 

§  447.5  The  mirroagglu  final  ion  test  for 
pullorum-typhoid  and  typhimurium. 

(a)  The  procedure  for  the  collection 
and  delivery  of  blood  samples  in  the  mi¬ 
croagglutination  test  is  the  same  as  that 
described  in  §  447.1(a).  A  method  that 
has  proven  advantageous  is  to  transfer 
the  serum  samples  from  the  blood  clot  to 
a  microplate  as  described  in  “Applied 
Microbiology,”  volume  24,  No.  4,  Octo¬ 
ber  1972,  pages  671-672.  The  dilutions  are 
then  performed  according  to  paragraphs 

(d)  or  (e)  of  this  section. 


(b)  Stained  microagglutination  test 
antigens  for  pullorum-typhoid,  typhimu¬ 
rium,  or  combined  pullorum-typhoid  and 
typhimurium  are  supplied  as  concen¬ 
trated  stock  suspensions  and  must  be  ap¬ 
proved  by  the  Department.1  Directions 
for  diluting  will  be  provided  with  the 
antigens.  The  stock  as  well  as  the  diluted 
antigen  prepared  each  day  should  be  kept 
sealed  in  the  dark  at  5*  to  10*  C  when  not 
in  use. 

(c)  The  maximum  serum  dilution  em¬ 
ployed  for  pullorum-typhoid  must  not 
exceed  1:50  for  chickens,  nor  1:25  for 
turkeys.  The  maximum  serum  dilution 
for  typhimurium  and  the  combined  test 
shall  not  exceed  1:25  for  both  chickens 
and  turkeys.  Available  data  indicate  that 
a  1:20  dilution  is  the  most  efficient  for 
both  the  typhimurium  and  the  combined 
test.  In  all  official  reports  on  the  blood 
test,  the  serum  dilutions  shall  be 
indicated. 

(d)  The  recommended  procedure  for 
the  1 : 25  dilution  is  as  follows : 

(1)  Add  50  microliters  (0.05  cc3)  of 
0.25  percent  phenolized  saline  to  each 
well  of  the  microplate. 

(2)  Using  a  microdiluter,  transfer  10 
microliters  (0.01  cc3)  of  the  serum  sam¬ 
ple  from  the  collected  specimen  to  the 
corresponding  well  of  the  microplate. 
This  is  accomplished  by  touching  the 
surface  of  the  serum  sample  with  the 
microdiluter  and  then  transferring  and 
mixing  the  serum  with  the  diluent  in  the 
microplate  well.  The  microdiluter  is  re¬ 
moved,  blotted,  touched  to  the  surface 
of  the  saline  wash,  and  again  blotted. 
Other  acceptable  methods  of  serum  de¬ 
livery  are  described  in  “Applied  Micro¬ 
biology,”  volume  21,  No.  3,  March  1971, 
pages  394-399. 

(3)  Dilute  the  microagglutination  test 
antigen  with  0.25  percent  phenolized 
saline  and  add  200  microliters  (0.2  cc3) 
to  each  microplate  well. 

(4)  Seal  each  plate  with  a  plastic 
sealer  or  place  unsealed  in  a  tight  in¬ 
cubation  box  as  described  in  “Applied 
Microbiology,”  volume  23,  No.  5,  May 
1972,  pages  931-937.  Incubate  at  37°C  for 
18-24  hours. 

(e)  The  recommended  procedure  for 
the  1 : 20  dilution  is  as  follows : 

(1)  Add  100  microliters  (0.10  cc.)  of 
0.25  percent  phenolized  saline  to  each 
well  of  the  microplate. 

(2)  Using  a  microdiluter,  transfer  10 
microliters  (0.01  cc.)  of  the  serum  sam¬ 
ple  from  the  collected  specimen  to  the 
corresponding  well  of  the  microplate. 
This  is  accomplished  by  touching  the 
surface  of  the  serum  sample  with  the 
microdiluter  and  then  transferring  and 
mixing  the  serum  with  the  diluent  in  the 
microplate  well.  The  microdiluter  is  re¬ 
moved,  blotted,  touched  to  the  surface  of 
the  saline  wash,  and  again  blotted.  Other 


1  Information  as  to  criteria  and  procedures 
for  approval  of  concentrated  stock  suspen¬ 
sions  of  stained  microagglutlnatlon  test 
antigens  may  be  obtained  from  the  National 
Poultry  Improvement  Plan  Staff,  buUdlng 
265,  Agricultural  Research  Center,  BeltsvUle, 
Md.  20705. 


acceptable  methods  of  serum  delivery  are 
described  in  “Applied  Microbiology,”  vol¬ 
ume  21,  No.  3,  March  1971,  pages  394-399. 

(3)  Dilute  the  microagglutlnatlon  test 
antigen  with  0.25  percent  phenolized 
saline  and  add  100  microliters  (0.1  cc.) 
to  each  microplate  well. 

(4)  Seal  or  place  the  unsealed  micro¬ 
plates  in  a  tight  Incubation  box  and  in¬ 
cubate  as  described  in  §  447.5(d)  (4). 

(f)  The  recommended  procedure  for 
a  microagglutination  test  titration  is  as 
follows: 

(1)  Add  50  microliters  (0.05  cc.)  of 
0.25  percent  phenolized  saline  to  each 
well  of  the  microplate. 

(2)  To  the  wells  representative  of  the 
lowest  dilution  in  the  titration,  add  an 
additional  50  microliters  (0.05  cc.)  of  0.25 
percent  phenolized  saline  making  a  total 
of  100  microliters  (0.10  cc.)  in  these 
wells. 

(3)  Using  a  microdiluter,  transfer  10 
microliters  (0.01  cc.)  of  the  serum  sample 
from  the  collected  specimen  to  the  first 
well  containing  100  microliters  in  the 
titration,  which  represents  the  lowest 
dilution.  This  is  accomplished  by  touch¬ 
ing  the  surface  of  the  serum  sample  with 
the  microdiluter  and  then  transferring 
and  mixing  the  serum  with  the  diluent  in 
the  microplate  well.  The  microdiluter  is 
removed,  blotted,  touched  to  the  surface 
of  the  saline  wash,  and  again  blotted. 
Other  acceptable  methods  of  serum 
delivery  are  described  in  “Applied  Micro¬ 
biology,”  volume  21,  No.  3,  March  1971, 
pages  394-399. 

(4)  Make  twofold  serial  dilutions  of 
each  serum  by  transferring  50  microliters 
(0.05  cc.)  of  diluted  serum  from  one  well 
to  the  next,  using  50  microliter  micro- 
diluters.  When  transfers  have  been  made 
to  all  the  wells  of  the  series,  the  50 
microliters  (0.05  cc.)  remaining  in  the 
microdiluters  is  removed  by  blotting, 
touching  the  microdiluters  to  the  surface 
of  the  saline  wash,  and  blotting  again.  A 
handle  that  will  hold  up  to  12  micro¬ 
diluters  is  useful  in  making  these  serial 
dilutions. 

(5)  Dilute  the  microagglutination  test 
antigen  with  0.25  percent  phenolized 
saline  and  add  50  microliters  (0.05  cc.)  to 
each  microplate  well. 

(6)  Seal  or  place  the  unsealed  micro¬ 
plates  in  a  tight  incubation  box  and  in¬ 
cubate  as  described  in  §  447.5(d)  (4). 
Dilutions  provided  by  this  technique  start 
at  1:20  and  increase  in  a  two- fold 
fashion. 

(g)  Read  the  test  results  with  the  aid 
of  a  reading  mirror.  Results  are  inter¬ 
preted  as  follows: 

(i)  N,  or  —  (negative)  when  the 
microplate  well  has  a  large,  distinct  but¬ 
ton  of  stained  cells. 

(ii)  P,  or  -(-  (positive)  when  the 
microplate  well  reveals  no  antigen 
button. 

(ill)  S,  or  ?  (suspicious)  when  the 
microplate  well  has  a  small  button. 
Suspicious  reactions  may  tend  to  be  more 
positive  than  negative  [±]  or  vice  versa 
[±]  and  can  be  so  noted,  if  desired. 
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28.  Part  447,  subpart  B,  table  of  con¬ 
tents,  is  amended  by  adding  a  reference 
to  a  new  §  447.12  to  read  as  follows: 

447.12  Procedures  for  collecting  environ¬ 
mental  samples  and  cloacal  swabs 
for  bacteriological  examination. 

29.  Part  447,  subpart  B,  is  amended  by 
adding  a  new  §  447.12  to  read  as  follows: 

§  447.12  Procedures  for  collecling  envi¬ 
ronmental  samples  and  cloacal  swabs 
for  bacteriological  examination. 

Information  concerning  the  pen  ar¬ 
rangement  and  number  of  birds  per  pen 
should  be  obtained  from  the  owner  so 
that  the  required  number  of  samples  pier 
pen  and  per  flock  can  be  determined.  A 
means  of  identifying  each  sample  by  pen 
of  origin  should  be  provided.  The  vehicle 
transporting  the  personnel  taking  the 
samples  should  be  left  as  far  as  prac¬ 
tical  from  the  poultry  pens.  Sanitary  pre¬ 
cautions,  including  personal  cleanliness, 
should  be  observed  during  the  sampling 
procedure.  The  hands  should  be  care¬ 
fully  washed  with  a  sanitizing  soap  prior 
to  the  sampling.  Outer  clothing,  includ¬ 
ing  gloves,  should  be  changed  between 
visits  to  different  premises  so  that  clean 
clothing  is  worn  upon  entering  each 
premises. 

The  used  and  clean  apparel  should  be 
kept  separate.  Boots  or  footwear  should 
be  cleaned  and  disinfected  between  visits 
to  different  premises.  Disposable  caps 
should  be  provided  and  discarded  after 
use  on  each  premises.  After  collection, 
the  samples  should  be  protected  from 
drying,  light,  and  excessive  temperatures 
and  delivered  to  the  laboratory  within 
one  day.  If  delivery  is  delayed,  samples 
should  be  refrigerated. 

(a)  Environmental  samples. — Fecal 
material,  litter,  or  dust  to  be  submitted 
for  bacteriological  examination  should  be 
collected  in  accordance  with  the  proce¬ 
dures  described  in  paragraph  (a)  (1)  or 
(2)  of  this  section: 

( 1 )  Procedure  for  sampling  in  broth. — 
Authorized  laboratories  will  provide 
capped  tubes  1-2  cm  in  diameter  and  15- 
20  cm  in  length  which  are  two-thirds 
full  of  a  recently  made,  refrigerated, 
sterile  enrichment  broth  (Selenite  Bril¬ 
liant  Green  Sulfapyridine  or  Tetrathio- 
nate  Brilliant  Green)  for  each  sample. 
Sufficient  tubes  should  be  taken  to  the 
premises  to  provide  at  least  one  tube  per 


pen  or  one  tube  per  500  birds,  whichever 
is  greater.  At  least  one  sterile,  cotton- 
tipped  applicator  will  be  needed  for  each 
tube.  The  dry  applicator  is  first  placed 
or  drawn  through  fresh  manure  (under 
roost,  near  water  troughs,  cecal  drop¬ 
pings,  or  diarrhetic  droppings).  After 
this  and  each  subsequent  streaking,  the 
cotton-tipped  applicator  is  placed  in  the 
tube  of  broth  and  swirled  to  remove  the 
collected  material.  The  applicator  is  then 
withdrawn  and  is  used  for  taking  addi¬ 
tional  specimens  by  streaking  on  or 
through  areas  where  defecation,  trampl¬ 
ing  of  feces,  or  settling  of  dust  are  com¬ 
mon;  i.e.,  on  or  near  waterers,  feeders, 
nests,  or  rafters,  etc.  When  the  volume  of 
material  collected  equals  approximately 
10  percent  of  the  volume  of  the  broth 
(usually  10-12  streakings) ,  the  applicator 
is  placed  in  the  tube  and  the  stick  is 
broken  in  half.  The  lower  or  cotton- 
tipped  half  is  left  in  the  broth,  and  the 
upper  half  is  retained  for  future  disposal. 
The  cap  is  then  replaced  on  the  inocu¬ 
lated  tube,  and  the  sampling  procedure 
is  continued  in  other  areas  of  the  pen. 

(2)  Procedure  for  sampling  in  dry  con¬ 
tainers. — A  sample  of  fecal  material,  lit¬ 
ter,  or  dust  is  placed  in  a  sterile,  sealable 
container.  The  sample  shall  consist  of 
several  specimens  of  material  taken  from 
a  representative  location  in  the  pen.  At 
least  10  g  (approximately  a  heaping 
tablespoonful)  of  material  shall  be  col¬ 
lected  for  each  sample.  The  specimens 
in  each  sample  shall  be  collected  with  a 
sterile  tongue  depressor  or  similar  un¬ 
contaminated  instrument.  The  samples 
should  vary  in  type  and  consistency.  Half 
of  the  samples  should  be  comprised  of 
material  representing  defecated  matter 
from  a  large  portion  of  the  flock;  i.e., 
trampled,  caked  material  near  waterers 
and  feeders.  The  minimum  number  of 
samples  to  be  taken  shall  be  determined 
by  the  following: 

Five  samples  from  pens  of  up  to  500  birds; 

Ten  samples  from  pens  of  500  to  2,500 
birds; 

Fifteen  samples  from  pens  with  more  than 
2,500  birds. 

(b)  Cloacal  swabs.  Cloacal  swabs  for 
bacteriological  examination  are  taken 
from  each  bird  in  the  flock  or  from  a 
minimum  of  500  birds  in  accordance  with 
the  procedure  described  in  paragraph 
(a)  (1)  of  this  section. 


(1)  Procedure  for  taking  cloacal 
swabs. — The  authorized  laboratory  will 
provide  sterile  capped  tubes  or  other  suit¬ 
able  containers  and  cotton-tipped  appli¬ 
cators  for  use  in  taking  the  cloacal  swabs. 
The  cotton-tipped  applicator  is  inserted 
into  the  cloaca  and  rectum  in  such  a 
manner  as  to  insure  the  collection  of 
fecal  material.  The  swab  and  adhering 
fecal  material  is  then  placed  in  the  tube 
and  the  stick  is  broken  in  half,  with  the 
upper  half  retained  for  future  disposal. 
The  cloacal  swabs  may  be  combined  in 
the  sterile  tubes  in  multiples  of  five  or  in 
combinations  specified  by  the  authorized 
laboratory. 

Poultrymen  affected  by  the  foregoing 
amendments  were  represented  at  the 
1972  national  plan  conference.  Copies  of 
the  amendments,  when  published  in  the 
Federal  Register  (38  FR  1104)  as  a  no¬ 
tice  of  proposed  rulemaking,  were  sent 
to  representatives  of  each  of  the  cooper¬ 
ating  State  agencies  and  other  interested 
persons.  The  foregoing  amendments  dif¬ 
fer  in  some  respects  from  the  proposals 
set  forth  in  the  notice  but  the  differences 
are  due  to  changes  suggested  by  inter¬ 
ested  persons  or  made  in  the  interest  of 
clarity  and  to  carry  out  the  intent  of  the 
statute  under  which  the  amendments  are 
issued.  It  does  not  appear  that  public 
participation  in  rulemaking  proceedings 
with  respect  to  the  changes  would  make 
additional  information  available  to  the 
Department.  The  amendments  should  be 
made  effective  as  soon  as  possible  in  order 
to  reflect  the  wishes  of  the  conference 
and  to  effectuate  the  purpose  of  the 
statute.  Therefore,  under  the  adminis¬ 
trative  procedure  provisions  in  5  U.S.C. 
553,  it  is  found  upon  good  cause  that 
further  notice  and  other  public  procedure 
are  impracticable,  unnecessary,  and  con¬ 
trary  to  the  public  interest;  and  good 
cause  is  found  for  making  the  amend¬ 
ments  effective  less  than  30  days  after 
publication  in  the  Federal  Register. 

The  foregoing  amendments  shall  be¬ 
come  effective  May  24,  1973. 

Done  at  Washington,  D.C.,  this  21st 
day  of  May  1973. 

T.  W.  Edminster, 
Administrator, 

Agricultural  Research  Service. 

[FR  Doc.73-10393  Filed  5-23-73; 8: 45  am] 
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Compiled  by  Office  of  the  Federal  Register,  National  Archives  and  Records  Service,  General 

Services  Administration 

Order  from  Superintendent  of  Documents,  U.S.  Government  Printing  Office 
Washington,  D.C.  20402 


